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Expression of CYP52A1, CYP52A2 and 
CYP52A5 in Henkel Fermentor Run 3538-98 
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1 gram(g) Whole fermentation broth(70°C) 
+ 

1g Internal standard C15:0 10g/1 in 1N K0H(70°C) 

+ 

0.8 ml 6N HCI 
+ 

6ml Methyl-t-Butyl-Ether(MtBE) 



i 



extract in 60ml separatory funnel 
1ml MtBE phase pipeted into 12X75mm test tube 

Dry down to solids under N 9 stream 

Add 1ml 12% BF3-Methanol(Kodak, 4°C) and stopper test tube 

Dissolve solids, esterify for 15 min. @ 60° C, quiescently 

Add 0.25ml saturated NaCI solution(71 .5g NaCI/200ml H 2 0) 

^ Vortex to mix 

Add 1ml Mixed Ethers(50% diethyl ether 50% petroleum ether, v/v) 
Shake for 1 min. to^extract methylesters 
Inject 5ul of Mixed Ether phase into GC 

GC parameters 

Column : HP-INNOWAX capillary column, 30m X 0.32mm, 0.5 Urn film thickness 
Split Ratio : 1:100 

Column Head Pressure : 13.5 psig 
Injector Temperature : 240°C 
FID Detector Temp. : 250°C 

Temp. Prog. : 90°C for 0 min. to 190°C @ 7°C/min. for 0 min. to 235°C © 12°C/min. for 
30 mm. ' 

FIG. 35 



